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Figure S1. Expression analysis of the D3 gene in (A) OE-MIMS528, OE-miRS528
and (B) OE-D3 transgenic plants.



A WT: TGACGGACGTGAGGTCTCGG

d3-1: TGACGG - - - TGAGGTCTCGG d3-3: TGACG - - - - TGAGGTCTCGG
ACG deletion GACG deletion

WT.pro N/ i BRI AIRRR:TI B IHICVRSRERAALACGRVNRAAERATRSELSLRGCPRSPGFLFLSHAFRFPALEHLCLSLVSPWGHPLLSS 100
d3-1.pro AEEEEVEE IBNRIASARN. I BIIN VRSRHRAALACGRVRAAERATRSELSLRGCPRSPGFLFLSHAFRFPALEHLCLSLVSPVGHPLLSS 99
d3-3.pro INAEEEEVEEGR! L DL PE P L L L HI | L S T L T 33
WT.pro VPPCGGGGGGAPSASSSSGANNVYHPEAT SECNAFI AARLAGCFPAVTSLAVYCRCPTTLANLTPHVCGASLRRVKLVRVHGRPPTLPCGACLEPLLETCAA 200
d3-1.pro VPPCGGGGGGAPSASSSSGANNVYHPEAT SECNAFI AARLAGCFPAVTSLAVYCRCPTTLANLTPHVGASLRRVKLVRVHGRPPTLPCGACLEPLLETCAA 199
A3-3 P10 e 33
WT.pro LRELLLSEFYCVTECVVRALTTHPSATAALTHLLCLGLAAATCGFKSSELGPI AASCPNLRKLVAPCLFNPRFSCCVGCCALLSLATSCPRLTVLRLSEPF 300
d3-1.pro LRELCLSEFYCVTECVVRALTTHPSATAALTHLLCLGLAAATCGFKSSELGPI AASCPNLRKLVAPCLFNPRFSCCVGCCALLSLATSCPRLTVLRLSEPF 299
A3-3D10 33
WT.pro EAAANI CREEAAI TVAGLVAFFAALPALECFTNCLCENVLEAAPAMEALARRCPRI KFLTLGSFQGLCKASVLHLCGVAVCGGLESLYMKNCGCLTEASL 400
d3-1.pro EAAANI GREEAAI TVAGLVAFFAALPALECFTNCLGENVLEAAPAMEALARRCPRI KFLTLGSFQGLCKASVLHLCGVAVCGGLESLYMKNCGCLTCASL 399
A3-3D10 33
WT.pro AAI GRGCRRLAKFGI HGCCLVTSAGI RRLAFTLRPTLKEVTIVLHCRLLHTAECLTALSPI RERI ESLEI NCVVNTTEQPCSVANGTTTECCPECCELGEV 500
d3-1.pro AAI GRGCRRLAKFGI HGCCLVTSAGI RRLAFTLRPTLKEVIVLHCRLLHTAECLTALSPI RCRI ESLEI NCVVNTTECQPCSVANGTTTECCPECCELGEV ~ 499
B3-3 D10 e 33
WT.pro YESAAKKCRYMEFCLCLGSVENLRSLSLVFSAGCLLSPLI SAGLCSCPVLEEI SIKVEGCCRTCPRPAPRTI FGLSCLAGFPVLAKMKLLCLSEAVGYALTA 600
d3-1.pro YESAAKKCRYMEFCLLGSVENLRSLSLVFSAGGLLSPLI SAGLCSCPVLEEI SIKVEGCCRTCPRPAPRTI FGLSCLAGFPVLAKNKLCLSEAVGYALTA 599
B3-3 D10 e 33
WT.pro PTGCMCLSLVERFYLHGI ESLGTLYELCYWPPCLCKCVHHRSLTLPAVGLI GRCVGLRKLFI HGTTHEHFNTFFLSI PNLRENCLRECYYPAPENCLMFTE 700
d3-1.pro PTGCMCLSLVERFYLHGI ESLGTLYELCYWPPCCKCVHEHRSLTLPAVGLI GRCVGLRKLFI HGTTHEHFNTFFLSI PNLRENGLRECYYPAPENCLMFTE 699
B3-3 P10 33
WT.pro MRAESVLRFEVCLNSRGQID 719
d3-1.pro MRAESVLRFEVCLNSRGID 718
d3-3pro L. .L........ 33

Figure S2. Sequence analysis of d3 mutants generated by CRISPR/Cas9.
(A) The target sites and sanger sequence of d3-/ and d3-3 mutants. (B) Deduced

amino acid sequence alignment of d3 mutants.
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Figure S3. Phenotypes of plant height of different transgenic lines at the

maturity stage. Bars, 10 cm.
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Figure S4. Comparison of the contents of endogenous brassinolide (BL) (A), castasterone (CS) (B), 6-Deoxocastasterone (6-DS) (C), and

5-Deoxystrigol (D) in 31-day-old OE-miR528 and OE-MIMS528 transgenic seedlings.



Table S1. Primers used for vector construction and positive identification.

Primer Sequence
D3cds-F GCTGGATCCATGGCGGAAGAGGAGGAGGT
D3cds-R GGACTAGTCCATAATCATAACCAACTCACCAGGA
U6aF gccGCCGAGACCTCACGTCCGTC
U6aR 2aacGACGGACGTGAGGTCTCGG
UG6bF gttGGAAGCGGAACGCGTGCGAG
U6bR aaacCTCGCACGCGTTCCGCTTC
SP-F GCGCGGTGTCATCTATGTTACTA
SP-R CCCGACATAGATGCAATAACTT
hpt557-F ACACTACATGGCGTGATTTCAT
hpt557-R TCCACTATCGGCGAGTACTTCT
d3-F TTCACCCCAAATCCCTCAAC
d3-R AGATCGCCTCGGGGTGGTAC

Note: D3cds-F/D3cds-R were used for cloning of D3 gene; U6aF/U6aR, U6bF/U6bR were two
specific CRISPR target sites for knockout of D3 gene; SP-F/SP-R were used for identification of
CRISPR/Cas9 tag; hpt557-F/hpt557-R were used for the identification of hygromycin; d3-F/d3-R

were used for positive identification of transgenic seedlings.



Table S2. Primers used for qRT-PCR analysis

Gene Primer Sequence
O0sGA200x] 0OsGA200x1-FP TACGCCAGCAGCTTCACGG
0sGA200x1-RP TCCATCAGCTCCAGCGACA
OsGA200x2 0OsGA200x2-FP GCAACTACTACCCGCCAT
0sGA200x2-RP CAGGCAGCTCTTATACCTCC
O0sGA200x3 0OsGA200x3-FP CGCTCACCTTCTTCCTCAACC
0sGA200x3-RP AGCCATTCCTTTGCTTGATCCA
O0sGA200x4 0OsGA200x4-FP CGCTTCGTCGACAACCTC
0sGA200x4-RP CTGTCCTCGAAGAACTCCC
0sGA3ox] OsGA3ox1-FP GATCTCTTCCATGTGCTCACC
OsGA3o0x1-RP GAATCATGCTCAACGCCGAT
OsGA30x2 OsGA3o0x2-FP TCTCCAAGCTCATGTGGTCCGAGGGCTA
0OsGA30x2-RP TGGAGCACGAAGGTGAAGAAGCCCGAGT
O0sGA2ox] OsGA20x1-FP CGAGCAAACGATGTGGAAGGGCTACAGG
OsGA20x1-FP TGGCTCAGGCGGAGTGAGTACATTGTCG
0sGA20x2 OsGA20x2-FP CCCCACATCCCTGACAAGGCTC
OsGA20x2-RP CTATTCATGGTCGTCATCGTCC
O0sGA20x3 OsGA20x3-FP TGAGCGCGCTGGTGACGGCGGA
0OsGA20x3-RP CTTGATTTGTAGGCAGCCTTC
OsGA20xd 0sGA20x4-FP TCGGTGGAGGATAACTTCGGC
0OsGA20x4-RP TGGGTTAGCGACAGGTGGTGG
0sGA20xS OsGA20x5-FP ATGGAGGAGCACGACTACGACT
OsGA20x5-RP TCCTCCATGATCTGCTTCCTGTA
OsGA20x6 OsGA20x6-FP GACGACGTGCTTCCTGCGGCTCAA
OsGA20x6-RP CTTCCTGCACCTTCTTCCTGTA
O0sGA20x7 OsGA20x7-FP ACGGGAGCTTCTACGCGAGT
0OsGA20x7-RP TCAAATCTGCAGAGCCTGTCGTC
O0sGA20x8 OsGA20x8-FP GTGCTGCGGCGGATGGTGGTGG
0OsGA20x8-RP CTTCGTCGCGGCCTCATCGTTGG
0sGA20x9 0OsGA20x9-FP ATGTCGAGGCTGGCCAGGG
0OsGA20x9-RP CATACGAGGAAATTACTGAGGC
O0sGA20x10 0OsGA20x10-FP ATGAGACAGCTCCGCCGTCTCTGG
0OsGA20x10-RP TTACGTCGTTGTGTTCGATCGTC
O0sGA2oxl] OsGA20x11-FP CTCCGATCCAACGACACCTCT
OsGA20x11-RP AGCCAGCGCCTCGTCCTGAT
0sCPS1 OsCPS1-FP ACGAATTGAGGAGGCAGCATCTATG
OsCPS1-RP GAGCAAGTTCTTGCATACCCAACTC
OsCPS? OsCPS2-FP CTCTTCCATGTGCAGCAAAC
OsCPS2-RP CATGCTGGTAGACACAACTC
OsKS2 OsKS2-FP AGATCGTCACCGAGCGCGACCTCG
OsKS2-RP TGACGGCAGGAACCTCCAAACCCATCTC
OsKS5 OsKS5-FP CAAACTCCACGCTTCCCGCAATGTATCG
OsKS5-RP GAATTCCAAACCCGTTCCAGTGGCAAGG
0sKO2 OsKO2-FP ATTTCTTCCCCTACCTCAGCTGGGTTCC
OsKO2-RP CTCTATGAGTGCCTCCCACACTAGCATC
OsKAO OsKAO-FP GAGATCGTCGACGTCCTCATCATGTACC
OsKAO-RP AGATGTTGACGCAGCGAAGTGTCTCGTC
EUI EUI-FP GCGTTGCCGGTGGTGGTGGC
EUI-RP GAGGGGTCTCCTCCCCGTC




